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1967. D:menstration por 1'¢leetrophoresé on gel dlacryle

Culccurt, R.

ld . . .
' la snecificize

¢ du bleu Luxol en tent que reactif des rhospholipides

("cronscration by acrylic gel electrcphoresis of the specificity of

Loxol Rlue ia the reaction with phospholipi-l, Comptes rendu;_dcs seances
Ce ia Socists de Biolocin {Proceedings of the sessfons of the Society of
© Tioloegy) vai. 161, No. 6, pp. 1480-1.81,

T ph{}lccyanides are blue dyes containing a metc!lic atom in the
center of ¢ hoteroecylic nucleus, The mets!'lic ion is from the oxide used
az 2 cstalyst in tha synthesfs of the dye (Cram and Hammond (1)), Pearse (2)
cemcnstrated that these dyes bind to nhospholipid structures such as mycin
cnd red blcow cell strema, In vitro, these same dyes form insoluble complexes
. with shospholipids containg choline., Lison (3) reported, without any remarks,
& iimitation in the specificity of this dye for phospholipids. Salthouse
has demonstrcsad the formation of stoéchicrefric complexes between Luxol
vluc and phrospholipids containing choline or serine.

We have studied the action of Luxol! fast blue on blood proteins and
their fractions isolated by acrylic gel elertrophoresis using a method we
previously described (Pelcourt (5)).

1. Action on Fixed Proteins, Several spottings of serum on Whatmann

No. | paper were stained, after dessication, with an alcoholic solution of
Luxol fast blue. The excess stain was eluted from the paper using 5 % acetic
acid, In addition, the stain fixed to the serum spots was not soludle in
a number of conventional solvents, There was, therefore, co-precipftation,
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2, Acties on “lcod Serum, A sciurated solution of stain in cellosolve

was crepared, The addition of less than 4D ul of this solution to 1 ml of
serum stained 1t without any precinivation occurring, When LD ul or more
2re used, procipiiation occurred, This precipitate was insoluble in water
ard in the ususl solvents, The precisitate was quite certainly the result
of tha formation o7 an insoluble ccrmplex,

Thare was 8 negative test for

frae copper in an aqueous solution of the stain; the addition of sodium
hydroxide to the serum mixture did not give the characteristic biuret color,

3. Thin-layer Chronatoqrachy. Thinelayer chromatography did not show

any migratfon or any fractionation,

L, Acrylic Gel! Eleestrophoresis. This confirmed the sgecific fixation

of the lipoproteins: (A) the dye alone, in agucous solution, migrated rapidly
towarcs the cathode without leaving any matericl along its path of migration;
{3} 1ipidefrec solutions of Cohn fractions migrated without retaining any of
the dye; (C) o solution of thromboplastin, probably denatured by phen- ! but
stil! maintaining intact biologiral activity, was separated into several
tands which stzined with Luxol blue and whose iipid hdature was confirmed by
‘staining with acety) Sudam blue; (D) several! human and animal sera, pree
stained with Luxo! blue, gaive From four to five fractions whose color

reactions were similar to those for al-ha-lipoproteins,

0{5cussio;\>§§ We have confirmed the preferential fixatfon.of Luxol blue to

.lipoproteins rich in phospholipids, such as alpha-lipoproteins and thrombo-

plastin, and the complete absence of staining with other native or lipid=
free proteins, The mode of fixation does not occur at tic level of the

active groups respongsible for electrophoretic mobility of lipoproteins, as
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Nile blue, anc Luxol fast blu;& ,It is mot the eroprnor ctom that interacts

of a solt of the phos~holipid with (2 dye.
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shewa by the simultaneor's elcetrophoresis of serum nrestzined with Sudan blue,

ana the method of counling suggested by Pears. {s still possible = the formation
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